The objective of this study was to evaluate the effect of increasing doses of bacterial phytase (RONOZYME HiPhos) on performance and carcass characteristics of growing and finishing pigs. The study included 120 castrated males with initial weight of 23.21 ± 1.91 kg and 68 days of age, distributed in a randomized block design with five treatments and eight replicates with three animals each. The pigs were fed five corn-soybean meal-based diets: positive control (PC), supplemented with inorganic phosphorus and calcium; negative control (NC), with 0.13% reduction in available phosphorus and 0.11% in calcium; and three NC diets supplemented with 1,000, 2,000, and 3,000 phytase units (FYT)/kg in the feed. Compared with the NC diets without phytase, diets with 1,000, 2,000, and 3,000 FYT/kg inclusion increased the daily weight gain by +12% (quadratic, p<0.05) during the growing I period; +2.9, +2.9, and +10.5% (linear, p<0.01), respectively, during the growing II period; and +4.1, +5.1, and +8.2% (linear, p<0.001), respectively, over the entire experimental period. The daily feed intake increased by 0, +2.8, and +4.3% (linear, p<0.05), respectively, considering the entire experimental period; and the final live weight increased by +3.2, +4.2, and +6.1% (linear, p<0.001), respectively. The phytase treatments did not influence feed conversion ratio, carcass weight and yield, backfat thickness, loin depth and carcass lean meat. According to the European Carcass Classification (SEUROP), however, the animals fed the PC diet and the three phytase levels had more carcasses classified as E (between 55-60% lean meat) when compared to carcasses of pigs fed the NC. Supplementing increasing levels of phytase to a corn-and soybean meal-based diet with inorganic P and Ca reduction improved daily weight gain and feed intake of growing pigs, and such effects were maintained until slaughter age.
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Introduction
Phytases of bacterial origin are the exogenous enzymes most widely used in the diets of monogastric animals, acting on the hydrolysis of phytate (myo-inositol 1,2,3,4,5,6-hexakis [dihydrogen] phosphate) to release the phosphate from this complex [1, 2] . Phytases are commonly developed by means of genetic engineering [3] , such as phytase from Escherichia coli expressed in Trichoderma reesei and phytase from Citrobacter braakii expressed in Aspergillus oryzae [2] . They are classified in two groups, 3-phytases or 6-phytases, according to the site in the phytate molecule where the first orthophosphate is hydrolyzed [4, 5] .
Phytase is usually added to pig diets at 500 FYT/kg [6, 7] , but, at this level, less than 50% of the phytate in the diet is commonly hydrolyzed. Therefore, higher inclusion levels are necessary in order to hydrolyze more than 60% of the phytate, reducing its antinutritional effects and improving efficiency of organic phosphorus utilization [2] . The so-called "extra phosphoric" effects of phytase should also be taken into consideration as they increase the digestibility of calcium, amino acids, and even energy [8] [9] [10] [11] . Thus, the levels of these nutrients in the feeds can be decreased.
Considering that feed costs can reach up to 60-70% of the total cost of pig production [7] , increasing the conventional dose of phytase by 1.5 to 2 times can be economically attractive when the value of nutrients being released is compared to the cost of the phytase being used [12] . Its efficacy, however, depends on several factors such as animal category, type of diet, and the phytase source [4] . Thus, increasing the enzyme inclusion level does not necessarily represent a linear improvement in nutrient utilization.
According to Adeola and Cowieson [1] , a phytase inclusion level exceeding 2,500 FYT/kg feed characterizes a high dose of phytase inclusion. There are many reports in the literature stating that high doses of phytase inclusion improve the performance of weaned piglets. Gonçalves et al. [13] , however, observed that the effects in finishing pigs are variable and appear to be more evident if the concentrations of digestible phosphorus and other nutrients are marginal in the diet. The benefits of this inclusion pattern are related not only to animal performance, but also to health, well-being, and, possibly, to meat quality [14] , the latter being determined by the significant increase in the plasma levels of myo-inositol [15] . Besides that, the levels of inorganic phosphorus in animal diets can be decreased by using phytase, thus reducing phosphorus excretion to the environment [16] .
In line with the optimization of exogenous phytase effects when its levels are increased in the diet, another concept has been postulated in recent years, i.e., "phytate-free nutrition." This concept is being valued as it includes nutritional aspects such as better use of phosphorus, the extra-phosphoric effects, and the complete dephosphorylation of phytate into myo-inositol [17] . Phytases, however, are not able to achieve complete dephosphorylation of phytate as it contains a refractory axially-aligned phosphate group on carbon 2 on the myo-inositol ring that is incompatible with most commercially available exogenous phytases [18] , which requires a cooperative effort from endogenous phosphatases and other potentiating enzymes.
The efficacy of high doses of phytase from Citrobacter braakii expressed in Aspergillus oryzae has already been tested on the performance of nursery piglets [19] and growing and finishing [20] in diets including barley, wheat and oats but not in diets based only on corn and soybean meal. Therefore, the objective of the present trial was to evaluate the effect of increasing doses of this microbial phytase (RONOZYME HiPhos, DSM Nutritional Products, Brazil) on performance and carcass characteristics of growing and finishing pigs using corn-and soybean meal-based feeds. first weeks of the experimental period. The diarrhea score was calculated by dividing the number of days the animals had diarrhea by the total number of days evaluated.
Pen served as the experimental unit for performance and carcass data. The data were submitted to analysis of variance (ANOVA) and means were compared by Tukey's test. Nonparametric data were analyzed by Chi-square test. In both tests, the significance level for the difference between means, α, was determined to be 0.05. Additionally, all performance and carcass parameters were submitted to regression analysis at 0 (negative control), 1,000, 2,000, 
Results
A quadratic effect (p<0.05) for DWG and weigh at 91 days of age was found in the growing I (68 to 91 days of age) phase (Table 2 ). There were no differences in the results for these two performance parameters when animals in the PC group were compared to animals fed diets with phytase.
Daily weight gain was worse in the NC treatment in the growing II (92-112 days of age) phase compared to the group receiving 3,000 FYT/kg feed, which had the best results (p<0.05), while intermediate results were obtained for the treatments with the inclusion of 1,000 and 2,000 FYT/kg. At 112 days, pigs fed diets containing phytase had higher live weight (LW) when compared to the NC group. It was also found that inclusion of phytase had a positive linear regression effect (p<0.01) on DWG and LW.
In the finishing I (113-140 days of age) and II (141-156 days of age) phases, no treatment had a significant effect on DWG, but at 140 days of age the pigs that received phytase showed a better LW when compared to the NC group, and inclusion of phytase demonstrated a positive linear effect (p<0.05) on this parameter. At 156 days of age, pigs in treatment NC had worse LW when compared to the treatment with 3,000 FYT/kg (p<0.05), while intermediate LW values were found for PC and animals in treatments with 1,000 and 2,000 FYT/kg feed inclusion levels. Final LWs increased, by +3.2, +4.2, and +6.1%, respectively, compared to the NC treatment, when 1,000, 2,000, and 3,000 FYT/kg feed were added to the NC diets, however, only the increase obtained with the inclusion of 3,000 FYT/kg feed was significant. Results indicated that increasing levels of phytase had a positive linear effect (p<0.001) on final LW.
The same result was found for DWG over the experimental period (68-156 days of age). Pigs of the NC treatment had the worst DWG; the group treated with 3,000 FYT/kg feed had the best DWG (p<0.05), and the other groups had intermediate values. Compared to the NC group, supplementation with 1,000, 2,000, and 3,000 FYT/kg feed increased DWG by +4.1, +5.1, and +8.2%, respectively. However, only the increase in DWG obtained with the inclusion of 3,000 FYT/kg feed over the negative control was significant. A positive linear effect (p<0.001) on DWG was also seen with the inclusion of increasing levels of phytase.
A positive linear regression effect (p<0.05) for DFI indicated higher feed intake over the evaluation period when phytase supplementation increased. No regression effect or differences among treatments were found for FCR, mortality, or diarrhea. No differences or regression effects were found among treatments for all carcass characteristics evaluated (Table 3) .
Considering the results of the European Carcass Classification standard (Table 4) , most carcasses evaluated had E classification (55-60% lean meat). Animals fed PC diets with the three phytase inclusion levels had more carcasses in this classification than pigs fed the NC diet (p<0.05). At both classification extremes, pigs fed the PC diets with the three phytase inclusion levels had fewer carcasses with >60% (classification S) and 50-55% (classification U) lean meat when compared to animals fed NC diets (p<0.05). No carcass had less than 50% lean meat.
Discussion
The DWG of animals fed the diet without phytase (NC) was lower (p<0.05) when compared to PC only in the growing I and II phases. This difference, however, was not maintained in the next phases (finishing I and II). Braña et al. [5] also reported that castrated pigs fed diets with low P levels and no phytase had lower DWG than animals fed recommended P levels during the growing phase, but this difference remained during the finishing phase. While in the present study the diet formulations have followed the recommendation by Rostagno [21] , ensuring non-variable reductions in P and Ca in all NC diets, Braña et al. [5] used formulations based on the NRC [23] and, in the finishing period, the reduction in P in the NC diet compared to the PC one was higher than in the present study (-60.0 versus -52.2%, respectively). In addition, no reduction in Ca was found in the NC diets of that study, which led to excessive increase in the available Ca:P ratio, intensifying the negative effect of deficiency in available P in the NC diets. The data in this study were different from the findings by Brady et al. [24] and Madrid et al. [25] . Working with growing pigs, they did not observe DWG differences between negative (low P, no phytase) and positive treatments. However, their experimental feeds had smaller differences in P level and Ca:P ratio between negative and positive diets compared with the present study. A multivalent cation, Ca increases the formation of phytin crystals, which are insoluble and restrict the access of phytase to phytate and, therefore, P availability [26] .
The highest phytase inclusion levels increased pig DWG and LW when compared to the NC diet, mainly in the first phases. The treatment with 3,000 FYT/kg feed showed the best and longest lasting responses for these parameters. The positive linear effect observed up to the 3,000 FYT/kg feed limit indicates that higher levels can further improve these results.
Based on these comments, there are two possible factors involved in our results. First, the not balanced Ca:P ratio between the PC and NC, which PC has lower Ca:P than NC, might have resulted in the decrease performance in NC, as related Silva et al. [26] . Another possibility is the phytase improving performance by restoring the Ca: available P ratio, especially for promoting a greater P releasing compared with Ca, as demonstrated by Almeida et al. [3] . These authors worked with six treatments (positive control, negative control, 500, 1,000, 2,000 and 4,000 FYT/kg) and observed a progressive improvement on Ca and P digestibility, which P digestibility was around three times greater than Ca digestibility.
Several studies have confirmed the DWG increase when different phytases have been used during the growing phase, such as those originated from Aspergillus niger (1,000 FYT/kg feed) [27] and from Peniophora lycii (at 250, 500, and 1,000 FYT/kg feed doses, resulting in a quadratic effect) [24] . In addition, during growing and finishing, the phytase originated from Schizosaccharomyces pombe [5] led to a linear effect when used at 250, 500, 750, 1,000, and 10,000 FYT/kg feed doses. The effect of phytase (1,000, 2,000, and 3,000 units/kg feed) used in the present trial was previously evaluated in diets with other ingredients (corn, soybean meal, barley, and oat meal) [20] . Those authors verified that phytase treatments promoted a consistent increase in DWG of growing and finishing pigs (70-154 days of age) in two consecutive trials. Its efficacy on P and Ca digestibility was also shown to be positive when added to diets in the nursery and growing phases [3, 19, 28] . Moreover, performance improved when phytase was added to diets based on wheat, barley, corn, and soybean fed to nursery piglets at doses from 1,000 to 4,000 FYT/kg feed [19] . Unlike P and Ca digestibility, which is effectively increased by phytase in pigs [3, 24, 25] , studies on protein and amino acid digestibility in growing and finishing pigs had conflicting and inconclusive results [29] [30] [31] . According to Cowieson et al. [17] , diets that do not provide sufficient macro-and micro-nutrients (due to formulation or high levels of enzyme matrix) can prevent the pathways stimulated by myo-inositol from improving FCR by increasing protein accumulation and downregulating gluconeogenesis. Cowieson et al. [15] and Schmeisser et al. [32] indicated a positive effect of phytase on the concentration of myo-inositol, whose action mimics insulin, with similar effects on GLUT 4 when blood glucose concentration increases, which is involved in aspects related to gluconeogenesis and improves digestibility, weight gain, and feed conversion.
The growth improvement caused by phytase can be attributed to the better utilization of plant-origin P and to the release of starch and protein bound to phytic acid [24] . Ketaren et al. [27] found an increase in protein accretion in female pigs supplemented with phytase (1,000 FYT/kg feed) during 35 days of the growing period, suggesting that the enzyme contributes to increasing the utilization of protein from soybean meal. Other authors, however, reported that the inclusion of 500 or 1,000 FYT/kg feed did not result in significant differences in performance or protein deposition in both females and castrated males during the growing phase [33, 34] .
In this study, based on some evaluations [19, 20, 35] , the presumed value of the phytase matrix, at 1,000 FYT/kg of feed, was to release 0.13 and 0.11% more available P and total Ca from the feed, but the hypothesized extra phosphoric effect observed in our results are based on founds of other studies. Considering exclusively the effects on dietary Ca and P, when high levels of phytase were used, Guggenbuhl et al. [35] found a progressive increase of total apparent digestibility (ATTD) of Ca and P to 4,000 FTY/kg feed for piglets during the nursery phase and the same results for 2,000 FYT/kg for growing pigs. On the other hand, Guggenbuhl et al. [36] , working with growing pigs fed with corn-soybean meal-barley based diet, observed, compared with NC diet, best Ca and P ATTD (p<0.05) when was used phytase (RONOZYME HiPhos) 500 FTY/kg feed, but at 1,000 FYT/kg, besides Ca an P digestibility, the protein, total amino acids and essential amino acids digestibility was improved. Velayudhan et al. [37] , working with growing and finishing pigs fed with corn-soybean meal based diet supplemented by phytase (250, 500, 1,000 and 2,000 FTY/kg), verified a linear increased (p<0.05) of crude matter, crude protein and energy ATTD of diets.
Microbial phytases can have distinct origins, which may explain differences in their bioefficacy per unit of phytase analyzed [8] . The inclusion strategy for these enzymes should vary depending on their concentration in the diet and on whether the extra-phosphoric effects are the priority instead of phosphorus availability [17] . According to Selle and Ravindran [10] , phytase inclusion rates should be based on the substrate (phytate) levels in the diet and not on the enzyme inclusion rate. It is possible that low levels of phytate in the diet require phytase inclusion to be higher to overcome low concentrations of the substrate. Smaller differences in results can be obtained between low and high phytase inclusion levels under intermediate levels of phytate in the diet, in contrast with high phytate levels, when the responses can be perceived with standard phytase inclusion [17] .
In the present study, the inclusion of phytase during the finishing periods did not improve performance when compared to the control diets, even at 3,000 FYT/kg feed. Thus, the results were similar to those found by Dersjant-Li et al. [7] when working with pigs in the finishing (85-125 kg LW) using a 6-phytase from Buttiauxella sp. (250, 500, and 1,000 FYT/kg feed). According to Cowieson et al. [17] , animal genetics and age are among the fundamental factors to be taken into consideration to optimize the strategies of extra-phosphoric effects of phytase. Thus, the absence of differences in DWG among treatments in the finishing period could be attributed to the fact that the animals are close to their maximum genetic potential for weight gain. Another hypothesis is that the phytase levels among treatments have reached a balance due to endogenous phytase production by the pigs since phytase concentration in the intestinal mucosa increases with age, which improves the ability by the animals to use phytic acid in the diet [25] . Finally, as previously discussed, the performance of pigs fed NC diets during the finishing phase was comparable to that of animals fed PC diets. Therefore, the reduction in available P in the NC diets may not have been sufficient for the addition of phytase to cause any improvement in performance.
No differences were found among treatments for DFI when each period was analyzed separately. Similar results were also reported by Braña et al. [5] in two observations, one in the growing period and one in finishing. However, when the total experimental period was analyzed in the present study, a positive linear response (p<0.05) was found for this parameter according to the increase in phytase inclusion, which can be explained by the accumulation of DFI differences in each period and the positive linear response for body weight.
Although no regression effects or statistical difference were found for FCR, phytase treatments numerically improved the parameter until the end of the finishing I period. Guggenbuhl et al. [19] , when including nursery piglets in their study with the same phytase, found that FCR improved when the inclusion level was 2,000 FYT/kg feed in comparison with the negative control, positive control, and 500 FYT/kg feed inclusion level. Results with 1,000 and 4,000 FYT/kg feed doses were intermediate. In other studies, with other phytases, FCR improved during growing and/or finishing [5, 27] , a response attributed to higher protein deposition rates due to the additional P released by the enzyme [5] .
No differences on carcass characteristics were found among treatments, nor any regression effects. Similar results were reported by Dersjant-Li et al. [7] when growing and finishing diets of pigs were supplemented with 6-phytase from Buttiauxella sp. expressed in Trichoderma reesei (250, 500, and 1,000 FYT/kg feed), and also found by Fandrejewski et al. [33] , who used a 3-phytase originated from and expressed in Aspergillus niger (1,000 FYT/kg feed) during the growing period. However, Lozano et al. [38] , when working with Aspergillus niger phytase supplementation of finishing pigs, observed greater loin depth with 500 and 1,000 FYT/kg feed compared to the control group.
On the other hand, Brady et al. [24] reported a linear increase in backfat thickness and a linear decrease in lean meat content with the use of a phytase from Peniophora lycii (500, 750, and 1,000 FYT/kg feed). Those authors attribute these effects to a progressive utilization of energy from the diet generated by the increasing doses of phytase.
In some studies, the use of phytase showed inconsistent results in energy utilization [39] and affected carcass characteristics. In the present study, diets with phytase did not increase fat deposition, although DFI and DWG did increase. This result suggests that the "additional" energy provided using phytase was not sufficient to promote fat deposition. At the same time, common phytase variations should also be considered and effects are attributed to the phytase origin and expression, inclusion level, and other inherent characteristics of the diet.
Animals fed the NC diet had more carcasses with higher lean meat content (classified as S; >60% lean meat). However, the percentage of carcasses in this classification corresponds to only 25% (six carcasses) of all carcasses in the NC group. Carcasses classified as E (55-60% lean meat) represented 73.9% (88 of 119) of all evaluated carcasses. The NC group represented 13.6% of this total, while the PC group and those supplemented with 1,000, 2,000, and 3,000 FYT/kg feed represented 21.6%, 22.7%, 20.5%, and 21.6%, respectively. Thus, it is possible to consider that carcasses from the PC and from the groups with phytase inclusion had better classification for lean meat percentage, as well as better uniformity standard compared with NC.
Phosphorus is essential in the formation and mineralization of the bone organic matrix and in muscle development [40] . Pigs of high genetic potential for meat deposition have high lean meat content [41] , which may increase the demand for available phosphorus [40] . Thus, when the minimum requirement of this mineral is supplied, in this case, by phytase, more animals have the opportunity of showing their genetic potential for lean tissue deposition, up to a certain limit, thus improving carcass uniformity. Associated with previously reported results for carcass characteristics, particularly lean meat content, the safety of high phytase inclusion level of 3,000 FYT/kg feed is established.
Conclusion
Supplementation with phytase at 1000, 2000, or 3000 FYT/kg feed in diets based on corn and soybean meal, with reduced inorganic phosphorus and calcium, improved daily weight gain and feed intake of growing pigs with permanent results until slaughter age with a doseresponse relationship. Moreover, the supplementation of phytase may support the reduction of calcium and phosphorus in the diet without impairment of lean meat traits.
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